The reaction was performed in plastic staining jars in a water bath at 26'C without protection against the light. In some experiments the physical developer described by Danscher (4) was applied as described elsewhere (7,8). were wiped dry outside the zone to be stained.
6.
Step 3 was repeated.
7. Fifty tl ofthe appropriate dilution ofthe GAMIgG-G5 or GAMIgM-G5 reagent was added for 1 hr at room temperature.
8.
Step 5 was repeated. The procedure could now be continued immediately or, after a brief rinse in distilled water, the preparations could be air-dried and stored.
9. The preparations were fixed again with buffered formol-acetone for 2 mm at room temperature.
10. They were rinsed in distilled water three times for 5 mm.
1 1. Then silver enhancement was performed with the Intense II silver enhancement kit for 30 mm at 26'C.
12.
Step 10 was repeated and the preparations were air-dried.
13.
The preparations were counterstained with May-Grunwald-Giemsa. Comparison of IGSS on Cell Smears with IGSS on Cells in Suspension. The optimal dilution of the gold probe found above for labeling of cells in smears was now compared with that required for labeling of cells in suspension. Therefore, the mononuclear cells prepared for the previous experiment were also labeled in suspension with immunogold-silver staining, as described elsewhere (7, 8) .
Briefly, unfixed cells were incubated in test tubes with the same concentrations of the MAb and of the gold probe as described above for cell smears. Rinsing was done by repeated centnifugation and suspension of the cells in 1% PBS-BSA.
Then cytocentnifuge preparations were made. They were fixed with buffered formol-acetone for 1 mm at 4C. Silver enhancement, counterstaining, and examination of the preparations were done as described for cell smears. The results were compared with those found in the previous experiment.
Vi biliry ofthe IGSS Labeling in Epipolarization
Microscopy. Cytocentnifuge preparations and cell smears labeled with the immunogold-silven staining procedure were examined in epipolanization microscopy.
The pninciple of this approach has been described elsewhere (5,10). The intensity ofthe immunostaining, the cell morphology, and the background staining were evaluated.
The sensitivity of this detection was compared with that of bnightfield microscopy. Therefore, cytocentnifuge preparations labeled with Lcu3a and the negative isotype control and with the different concentrations of the gold probe, as described above, were examined in brightfield and epipolarization microscopy. The positive lymphocytes were enumerated. An optimal dilution of the gold probe was determined for each microscopic technique.
Enumeration ofLymphocyte Subsets in Peripheral Blood Smears.
The immunogold-silver staining method described above was used to enunsenate T-cells(CD3), the CD4 and CD8 positive subsets, B-cells(CD19, CD2O, and anti-HLA-Dr), and natural killer cells(CD16)in peripheral blood buffy coat smears of 10 healthy adults. A i100 dilution of the gold probe was used for this purpose.
The results were compared with those obtained in similar smears with the alkaline phosphatase-anti-ailcaline phosphatase (APAAP) method (13, 23) .
For this method, the smears were fixed for 30 sec at room temperature with phosphate-buffered 9.25% formol-45% acetone, pH 6.6. They were then rinsed in distilled water and transferred to Tnis-HCI buffer(pH 7.6, 0.05 M)containing normal saline (0.15 M). Then an enhanced (five-step) APAAP staining was performed with a commencial kit (Dakopatts; Santa Barbara, CA) following the instructions of the manufacturer.
Briefly, the preparations were successively incubated for 30 mm each with the monodonal mouse antibody, the rabbit anti-mouse (RAM) antiserum, and the APAAP complex. This was followed by additional incubations for 10 mm each with the second and the third reagent. The same concentrations of the MAb were used as for immunogold-silver staining.
Finally, the enzymatic reactivity was revealed and the preparations were counterstained with hematoxylin.
The lymphocyte subsets were also determined with immunogold-silver staining in mononuclear cell suspensions of peripheral blood of the same adults. This procedure was performed as described above. The same concentrations ofthe MAb were used as in the two other immunocytochemical techniques.
The gold probe was applied in a 1250 dilution. All preparations were examined in bnightfield light microscopy with the PLAN APO x 100 oil immersion objective.
Two hundred lymphocytes were assessed and the positive cells were enumerated. Mean values and standard deviations were calculated for each paname- 
Results

Determination of Optimal Labeling Conditions
In the immunogold-silver-stained cell smears and cytocentnifuge Figure   1 . lmmunogold-silver staining on a buffy coat smear of normal peripheral blood. The smear was pro-and post-fixed with buffered 9.25% formol-45% acetone (pH 6.6) as described in the text. The cells were labeled with Leu3a (CD4) and GamlgG-G5. The optimal dilutions of this gold probe were comparable with those found for GAMIgG-GS.
Visibility ofLabeling in Epipolarization Microscopy
In epipolanization microscopy, the immunostaining appeared as bright granules on a dank background ( Figure  4A) . to 1 : oo ( Figure   5 ). The red blood cells also showed a weak reaction with this antibody ( Figure  6 ), whereas no staining was found on these cells with the other MAb or in the negative isotype controls.
With the APAAP method, the positive cells showed a diffuse red colon on their surface membranes. 
